. Average charge (z av ) and yield of (M-nH) n-ions from ESI of 1:1 mixtures (0.5 or 1 µM each in 1:1 H 2 O/CH 3 OH) of 27 nt RNAs 7 and 11 with 0 and 2 m 5 C modifications, respectively, with ammonium acetate (20 mM), piperidine and imidazole (30 mM each), or piperidine (30 mM) as additives.
CH3COONH4
zav 4-5-6-7-8-9-10-11-12-13-14-15- n-corresponds to (M -nH) n-, in % Table S2 . Fragments from CAD of (M-6H) 6-ions at 96 eV laboratory frame energy, mass and m/z values refer to the monoisotopic peak. Figure S1 . A) Fraction of c (circles) and y (triangles) fragments with 0 to 4 methylations from CAD of (M-nH) n-ions electrosprayed from 1:1:1 mixtures of 15 nt RNAs 1, 2, and 3 in 1:1 H 2 O/CH 3 OH with 20 mM piperidine and 20 mM imidazole as additive versus cleavage site; B) average fractions with standard deviations shown as error bars and C) sequence coverage from c (circles) and y (triangles) fragments versus (M-nH) n-ion charge. Color coding refers to the number of m 5 U residues: gray for 0 (RNA 1), violet for 2 (RNA 2), and green for 4 (RNA 3). -12H) 12-ions of a 1:1:1 mixture of the 23 nt RNA forms 4, 5, and 6 with 1, 2, and 3 m 6 A residues, respectively, versus cleavage site; color coding indicates the number of methylations: gray=0, red=1, purple=2, blue=3; dashed lines mark cleavage sites next to m 6 A residues at positions 6, 7, 8, and 12.
